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E-mail address: jbernhagen@ukaachen.de (J. BernhCSN5/JAB1 is a critical subunit of the COP9 signalosome (CSN) and is overexpressed in many human
cancers, but little is known about the role of CSN5 in colorectal cancer (CRC). To explore the func-
tional role of CSN5 in colorectal tumorigenesis, we applied siRNA technology to silence CSN5 in HeLa,
SW480, HCT116, HT29, and CaCo2 cells. CSN5 knock-down led to reduced b-catenin and phospho-b-
catenin levels and this was paralleled by reduced CRC cell proliferation and reduced apoptosis rates,
whereas the short-term b-catenin protein stability was enhanced by CSN5 knock-down in SW480
cells. Together, these data implicate the CSN in the pathogenesis of CRC via regulation of the Wnt/
b-catenin pathway.
 2012 Federation of European Biochemical Societies. Published by Elsevier B.V. All rights reserved.1. Introduction
C-Jun activation domain binding protein-1 (JAB1) is the ﬁfth
subunit of the constitutive photomorphogenesis-9 (COP9) signalo-
some (CSN). The CSN is an essential multifunctional protein com-
plex that was ﬁrst discovered in plants and characterized as a
negative regulator of photomorphogenesis, but that is now known
to be expressed in all eukaryotic cells and to be highly conserved
from yeast to mammals [1,2]. The CSN complex consists of 8 sub-
units named CSN1 to CSN8 according to their size [3,4]. The active
composition of the CSN is under debate; both a holocomplex and a
subcomplex called ‘‘mini-CSN’’ have been described [4–6]. The CSN
is a central regulator of critical biological responses in several spe-
cies such as embryonic development and oocyte maturation, T cell
development, signal transduction in inﬂammation and cancer, cell
cycle progression, and DNA damage control [4,7–10]. These diverse
biological responses have been attributed to three major biochem-
ical activities of the CSN. First, the CSN regulates the activity of cul-
lin-RING ubiquitin ligases (CRLs) by removing the ubiquitin-like
modiﬁer NEDD8 from cullins. DeNEDDylation stabilizes CRLs bychemical Societies. Published by E
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agen).limiting the autocatalytic destruction of F box substrate adaptor
proteins. Accordingly, the CSN is a pivotal regulator of ubiquitin
(Ub)/26 S proteasome (UPS)-dependent protein degradation pro-
cesses of a variety of cell cycle and survival-regulatory proteins
[11–13]. Secondly, the CSN serves as a docking platform for protein
kinases and thus plays a critical role in signal transduction cas-
cades [4,7,8]; it also recruits deubiquitylases (DUBs) such as
Usp15, which contribute to reverse spurious CRL auto-ubiquityla-
tion events and lead to the deubiquitylation of the CRL substrate
IjB-a, resulting in an attenuation of the NFjB signaling pathway
[14]. Thirdly and most recently, it has been suggested that the
CSN also regulates transcriptional activity by direct interaction
with chromatin [15]. It is likely that the main activities of the
CSN are inter-connected with each other. In addition, the stability
and activity of the CSN may be modulated by CSN-interacting ki-
nases such as IjB kinase (IKK) [16]. Moreover, CSN5 which has
been reported to additionally exist in a free, non-CSN-associated
form, apparently has functions that are independent of the CSN
particle and serves as a transcriptional coactivator and assists in
the nuclear export of cell cycle proteins [17–19].
An aberrant expression of the CSN, in particular its subunit
CSN5, has been observed in a variety of human cancers [8]. CSN5
was found to be overexpressed in breast cancer, hepatocellular car-
cinoma, neuroblastoma, epithelial ovarian tumors, lung adenocar-
cinoma, pancreatic cancer, and oral squamous cell carcinoma. This
has led to the suggestion that the CSN, especially CSN5, generally
promotes tumorigenesis [8,20–26]. The molecular basis for an
association between the CSN and cancer is not fully understood,lsevier B.V. All rights reserved.
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malian CSN is involved in cell cycle regulation, signal transduction,
checkpoint control and apoptosis. For example, CSN5 interacts
with the cyclin-dependent kinase (CDK) inhibitor p27Kip1 to pro-
mote its UPS-mediated degradation and also regulates the ubiqui-
tin E3 ligase SCFSkp2 which controls p27 degradation [18,27]. CSN-
associated kinases phosphorylate the tumor suppressor protein
p53 and the CSN associates with the major p53-degrading Ub li-
gase Mdm2, together resulting in p53 destabilization and degrada-
tion [28]. Mdm2 itself is stabilized by CSN5 through reduction of
Mdm2 self-ubiquitylation [29]. Despite this evidence, a recent
study has indicated that the role of the CSN in cancerogenesis is
likely to be more complex [30].
Colorectal cancer (CRC) is one of the most frequent cancers
worldwide and a leading cause of cancer-related death in the
Western world, which beyond genetic predisposition is thought
to be associated with dietary habits, such as high fat and low ﬁ-
ber food intake [31,32]. In most individuals, adenomatous polyps
develop before transformation into an adenocarcinoma occurs.
The Wnt/adenomatous polyposis coli (APC)/b-catenin pathway is
one of the major signaling pathways involved in colorectal cancer
formation [33]. In fact, mutations in the APC tumor suppressor
gene initiate the process of colorectal carcinogenesis [34]. In nor-
mal colon epithelial cells, APC attenuates Wnt/Frizzled signaling
by promoting b-catenin degradation through the UPS pathway
[35]. This is achieved by APC’s central role in the so-called
destruction complex (DC) which consists of axin, glycogen syn-
thase kinase-3b (GSK-3b), and casein kinase 1 (CK1). DC-associ-
ated GSK-3b phosphorylates b-catenin, in turn targeting it for
ubiquitination by the SCFb-TrCP1-CRL E3 ligase and subsequent
degradation [36–38]. In cells harboring mutated APC and/or un-
der conditions of constitutive activation of the Wnt/Frizzled path-
way, b-catenin accumulates and, following its translocation into
the nucleus, it co-activates the transcription factor TCF-LEF,
resulting in b-catenin/TCF-LEF-dependent transcriptional activa-
tion of critical cell cycle regulatory genes, such as c-Myc and cy-
clin D1 [33]. In CRC, APC or b-catenin itself are frequently
mutated, preventing regulated degradation of b-catenin.
Here, we have studied the potential functional role of the CSN in
regulating the tumorigenic behavior of CRC cells by silencing CSN5
in different human model and CRC cell lines in vitro. Both phos-
pho-b-catenin and total b-catenin levels were reduced in SW480
and HeLa cells after CSN5 knock-down when compared with
scrambled RNA-treatment, while CSN5 knock-down also ablated
short-term b-catenin degradation in SW480 cells. The potential
functional relevance for CSN5 was further analyzed by studying
CSN5-dependent CRC cell proliferation and apoptosis.2. Materials and methods
2.1. Cell culture and knock-down of CSN5 or of b-catenin/CTNNB1
Cell culture reagents including media, supplements and antibi-
otics were from Gibco/Invitrogen. Cell culture experiments were
generally performed at 37 C and in a humidiﬁed incubator with
5% CO2. HeLa and CaCo2 cells were cultured in Dulbecco’s Modiﬁed
Eagle Medium (DMEM) supplemented with Glutamax containing
4.5 g/l D-glucose and sodium pyruvate, containing 10% fetal calf
serum (FCS) and 1% penicillin/streptomycin (P/S). SW480 cells
were cultured in RPMI 1640 medium containing 5% FCS and 1%
P/S. HCT116 cells were cultured in McCoy’s 5A medium with 10%
FCS and 1% P/S. HT29 cells were cultured in DMEM medium with
5% FCS and 1% P/S.
For knock-down experiments, cells were seeded in a 12-well-
plate using 80000 cells/well the day before (si)RNA-transfection.For CSN5 knock-down cells were transfected with 100 pmoles of
CSN5-speciﬁc CSN5siRNA1 (GCUCAGAGUAUCGAUGAAATT) [39]
or CSN5siRNA2 (AGAAGUACUUUACCUGAAAUU) [40]. For
CTNNB1/b-catenin knockdown, cells were transfected with 100
pmoles of b-catenin-siRNA1 (AGCUGAUAUUGAUGGACAGTT) or b-
catenin-siRNA2 (CAGUUGUGGUUAAGCUCUUTT) [41]. For control
transfections, a scrambled RNA (CAGAAGCUAGUUACGAGAUTT)
was applied. Transfections (Oligofectamine transfection reagent
from Invitrogen) were performed for 72 h or 96 h.
2.2. SDS–PAGE and Western blot
Cells were directly lysed in LDS sample buffer (Invitrogen) sup-
plemented with DTT. SDS–PAGE was performed in 12% acrylamide
gels. Proteins were blotted onto a nitrocellulose membrane and
membranes were blocked with 1% BSA (Albumin fraction V, Roth).
The following antibodies were used: anti-CSN5/JAB1 (rabbit poly-
clonal IgG; FL-334; Santa Cruz), anti-b-catenin (puriﬁed mouse
IgG1; BD Transduction Laboratories), anti-phospho-b-catenin
((Thr41/Ser45); rabbit polyclonal; Cell Signaling), anti-CSN1 and
anti-CSN8 (rabbit polyclonal; Afﬁniti Research), anti-p27 (rabbit
polyclonal IgG; C-19; Santa Cruz), anti-p53 (mouse monoclonal
IgG2a; DO-1; Santa Cruz), anti-MIF (rabbit polyclonal antibody;
Ka565; Bernhagen Lab), and anti-actin (mouse monoclonal, clone
C4, MP Biomedicals). Secondary antibodies (anti-rabbit or anti-
mouse) were purchased from Pierce/Thermo Fisher Scientiﬁc. Blots
were detected with the LAS-3000 image analyzer and bands quan-
titated densitometrically using AIDA software. Relative protein lev-
els were obtained using actin bands for normalization.
2.3. Pulse chase assay
SW480 cells were seeded in a 24-well-plate using 80000 cells/
well. The next day, cells were si(RNA)-transfected as described in
2.1 to achieve CSN5 knock-down. 96 h after transfection, cyclohex-
imide (CHX, Sigma) was added to a ﬁnal concentration of 10 lg/ml
to block de novo protein synthesis. Samples were taken before add-
ing cycloheximide (time point 0 h) and 1, 2, 4, 6 and 8 h after CHX
treatment. Cell lysates were analyzed by SDS–PAGE and Western
blot.
2.4. Proliferation/BrdU assay and overexpression of CSN5
Following transfection with siRNA or scrambled control RNA
(see above) for 72 h, cells were seeded in a 96-well plate at 8000
cells/well. The proliferation assay was performed with the Cell Pro-
liferation ELISA, BrdU (colorimetric) Kit from Roche Diagnostics
according to the manufacturer’s instructions. BrdU labeling was
performed for a period of 4 h the day after seeding the cells to a
96-well plate.
For overexpression of CSN5, SW480 cells were seeded into a 12-
well plate and ﬁrst siRNA-transfected the next day. Forty-eight
hours later, a CSN5-overexpression construct (pcDNA5-C-TAP-
CSN5) or a respective control vector was transfected using PolyFect
Transfection Reagent (Qiagen). The next day, cells were seeded to a
96-well plate and BrdU assay performed as described above. To
determine b-catenin knock-down and CSN5-overexpression efﬁ-
ciencies, cells were lysed and analyzed by SDS–PAGE/Western blot
in parallel.
2.5. Apoptosis/caspase 3 assay
HCT116 cells were seeded in a 24-well-plate using 80000 cells/
well. The next day, cells were (si)RNA-transfected as already
described to achieve CSN5 knock-down. Forty-eight hours after
transfection, 500 lM etoposide or an equivalent volume of DMSO
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sis was measured with a Caspase-3 colorimetric assay from R&D
Systems according to the manufacturer’s instructions. Cells were
lysed in 120 ll lysis buffer. For each sample, duplicate aliquots of
50 ll lysate were added to a 96-well plate. CSN5 knock-down
efﬁciency was tested by SDS–PAGE and Western blotting in
parallel.
3. Results
3.1. CSN5 knock-down reduces b-catenin levels in HeLa cells
We wished to assess a potential functional role of CSN5 and the
CSN in CRC using model and colorectal cancer cell lines. Because
CSN5 is essential for CSN’s major functions due to its inherent
deNEDDylase activity, we chose to knock-down CSN5 by siRNA-
mediated gene silencing or ectopically overexpress CSN5 and fo-
cused our analysis on the Wnt/b-catenin pathway.
We ﬁrst studied the CSN dependency of b-catenin in HeLa
cells. HeLa is a typical tumor cell line, but harbors no known
mutations in the Wnt/b-catenin signaling pathway, such that b-
catenin would be predicted to be normally degraded by the
UPS. CSN5-siRNA treatment of HeLa cells for 72–96 h led to a
reduction in CSN5 levels by 55% using CSN5-siRNA1 (Fig. 1).
CSN5 knock-down was conﬁrmed using an alternative siRNA se-
quence (CSN5-siRNA2) with which we achieved a reduction in
CSN5 protein levels by 50% (Supplemental Fig. 1). Reduction
of CSN5 but not treatment of cells with scrambled RNA was asso-
ciated with signiﬁcantly lowered phospho-(Thr41/Ser45)-b-cate-
nin protein levels by 30% as revealed by Western blot analysis
from lysates of the transfected HeLa cells. Total b-catenin levels
were also found to be reduced following CSN5 knock-down (10–
20%), but this effect did not reach statistical signiﬁcance and
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Fig. 1. Knock-down of CSN5 reduces b-catenin and phospho-b-catenin levels in
HeLa cells. CSN5 levels were reduced by siRNA silencing (72 h transfection) and
protein levels studied by SDS–PAGE/Western blot. (a) Representative Western blot
developed for CSN5, b-catenin, phospho-b-catenin and actin as loading control; (b)
quantiﬁcation of protein levels according to (a). Shown are means ± SEM of four
independent experiments done in triplicate each. ⁄p < 0.05, ⁄⁄p < 0.005.CSN5 functionally affects b-catenin levels in HeLa cells. As phos-
phorylation of b-catenin at Thr41 and Ser45 is a prerequisite for
its UPS-mediated degradation, these results also suggested that
CSN5 and/or the CSN is involved in b-catenin degradation and
regulation of the Wnt/b-catenin pathway.
3.2. CSN5 knock-down reduces overall b-catenin levels in CRC cells but
also ablates b-catenin degradation
SW480 cells represent a RAS-mutated human colorectal adeno-
carcinoma cell line in which also theWnt signaling pathway is con-
stitutively activated due to a mutation in the APC protein, reducing
ubiquitination and degradation of b-catenin [42]. We asked
whether siRNA-mediated knock-down of CSN5would further affect
b-catenin levels in these cells. Transfection of SW480 cells with
CSN5-speciﬁc siRNA led to a 50% reduction in CSN5 protein levels
compared to scrambled control RNA-treated cells (Fig. 2) using
CSN5-siRNA1 and to a 80% reduction using CSN5-siRNA2 (Supple-
mental Fig. 1). Of note, CSN5 knock-down also led to a reduction in
the protein levels of CSN1 and CSN8 indicating that the entire CSN
complex was affected (Fig. 2a and b; Supplemental Fig. 2). Analysis
of b-catenin revealed that the functional effect of CSN5 reduction
that we had observed in HeLa cells could also be seen in the
SW480 CRC cells. b-catenin protein levels were markedly and sig-
niﬁcantly lowered by 20-50% (using CSN5-siRNA2- and CSN5-siR-
NA1-mediated knock-down, respectively) but not following
scrambled RNA treatment (Fig. 2 and Supplemental Fig. 2). Phos-
pho-(Thr41/Ser45)-b-catenin levels were also lowered (by some
20% when applying CSN5-siRNA1-mediated knock-down), but
this effect only represented a trend and was not statistically signif-
icant. Interestingly, in SW480 cancer cells no correlation was ob-
served between the levels of CSN5 and the CDK inhibitor protein
p27Kip1, although it has been demonstrated that CSN5 contributes
to p27Kip1 degradation in various cell types. In contrast, p53 protein
levels were moderately yet signiﬁcantly reduced in the CNS5-siR-
NA1 knock-down cells. SW480 cells show elevated p53 levels,
but the p53 protein is at least partially inactivated due to two
mutations. The functional relevance of the observed effect of the
CSN5 knock-down on p53 is thus unclear. Reduction of CSN5 also
did not lead to alterations in levels of the CSN5-interacting protein
MIF. Together, these data indicated that in CRC cells, reduction of
CSN5 protein levels lead to an overall reduction in b-catenin levels
over the 96-hour observation time interval of the transient
transfection.
CSN5 has been reported to promote SCFb-TrCP1-CRL E3 ligase-
mediated degradation of b-catenin in thymocytes [9]. We thus
began to analyze the mechanism underlying the observed re-
duced b-catenin levels in the CSN5-siRNA knock-down SW480
cells. To analyze if CSN5 is involved in b-catenin degradation,
we performed pulse chase studies using CHX. CHX inhibits de
novo protein synthesis, such that observed changes in b-catenin
levels will be due to effects on degradation. As expected, b-cate-
nin protein levels decreased constantly following 0–8 h CHX
treatment of scrRNA-transfected cells (Fig. 2c). In contrast, when
CSN5 levels were reduced by knock-down (CSN5 knock-down
rate: 72%), essentially no reduction in b-catenin levels was ob-
served, but b-catenin levels were elevated compared to the con-
trol-transfected cells. Of note, this difference was statistically
signiﬁcant 6 h after adding CHX to the cells. Although this result
could indicate that in SW480 cells CSN5 would promote the deg-
radation of b-catenin through the APC/SCFb-TrCP1/UPS pathway, it
is unclear at this point whether this is the case, because the activ-
ity of the APC-containing destruction complex is markedly im-
paired in these cells. Thus, CSN5 may also affect an alternative
degradation pathway of b-catenin or affect b-catenin levels
through other processes (see Section 4).
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Fig. 2. Knock-down of CSN5 reduces CSN1 and CSN8 levels as well as the levels of various tumor-relevant proteins in SW480 cells, (a and b) After CSN5 knock-down
(transfection time 96 h) whole cell lysates were analyzed via SDS–PAGE/Western blot for differences in protein levels, (a) A representative blot developed for CSN5, CSN1,
CSN8, b-catenin, phospho-b-catenin, p27, p53, MIF, and actin as loading control, (b) Quantiﬁcation of protein levels according to (a). Shown are means ± SEM of 5–6
independent experiments done in triplicate each. C, CSN5-speciﬁc siRNA knock-down; s, transfection with scrRNA. ⁄p < 0.05, ⁄⁄p < 0.005. (c) SW480 cells were transfected with
CSN5-siRNA. 96 h after transfection, cells were treated with cycloheximide (CHX) and lysed after 0, 1, 2, 4, 6, or 8 h. Cell lysates were analyzed by SDS–PAGE/Western blot for
b-catenin and actin levels. Shown are means ± SD of four independent experiments done in duplicate each.
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We have demonstrated that CSN5 and the CSN have a functional
inﬂuence on b-catenin levels in HeLa and SW480 CRC cells. As con-
stitutive activation of the Wnt/b-catenin pathway promotes prolif-
eration and survival of CRC cells, we next tested whether CSN5regulates cell proliferation in colorectal cancer cell lines. In addition
to SW480, HT29, HCT116, and CaCo2 cells were examined and
subjected to transfections with CSN5-speciﬁc versus scrambled
(si)RNA. Proliferation rates of these cells as a function of CSN5 levels
were subsequently measured by the BrdU incorporation assay
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effect of CSN5/CSN on b-catenin correlated with a promoting effect
on the proliferation of adenocarcinoma cells of the colon.
To probe for a potential functional link between CSN5/b-catenin
and cell proliferation, we performed proliferation studies in the
context of a CTNNB1/b-catenin knock-down and simultaneous
overexpression of CSN5 in SW480 cells (Fig. 3b). Knockdown of
b-catenin protein by 80% led to a signiﬁcantly reduced proliferation
rate (50%) compared to scrRNA-transfected cells. Of note, co-
transfection with a CSN5-overexpression construct (overexpression


























































Fig. 3. CSN5 promotes the proliferation rate of CRC cells in a b-catenin-dependent
manner as evidenced by CSN5 knock-down and overexpression. (a) CSN5 knock-
down leads to a reduced proliferation rate of CRC cells. Cells were transfected with a
CSN5-siRNA or scrambled control RNA (scr) for 72 h and then seeded to a 96-well
plate. The next day, BrdU uptake was measured for 4 h to determine the
proliferation rate of the CRC cells. Data represent means ± SEM of four independent
experiments performed in duplicate each with triplicate BrdU measurements each
for SW480 cells, two independent experiments performed in duplicate each with
triplicate BrdU measurements each for HCT116 cells (⁄p < 0.05; ⁄⁄p < 0.005, respec-
tively) and one experiment measured in triplicate for HT29 and CaCo2 cells, (b) b-
catenin-knock-down mediated reduction in CRC cell proliferation is rescued by
CSN5 overexpression. SW480 cells were transfected with two different b-catenin-
siRNAs or control RNA (scr). 48 h later, cells were additionally transfected with a
plasmid for CSN5 over-expression or with control vector and seeded in a 96-well
plate after another 24 h. The next day, BrdU uptake was followed for 4 h.
Means ± SD of two experiments (pooled from the two different b-catenin-siRNAs)






Fig. 4. CSN5 knock-down reduces etoposide-stimulated apoptosis in HCT116 CRC
cells. Cells were (si)RNA transfected for 72 h. For the last 24 h, cells were exposed to
etoposide to induce apoptosis or cells were treated with the same amount of DMSO
as control. Caspase 3 activity was measured with a colorimetric assay. The higher
the measured absorption the higher is the caspase 3 activity and thus the apoptosis
rate. Data represent means ± SD of three independent experiments measured in
duplicate each. ⁄⁄p < 0.005.b-catenin-knock-down cells. These data underline the pro-prolifer-
ative effect of CSN5 in CRC cells and suggest a link to its effect on b-
catenin levels.
3.4. Caspase 3 activity is reduced after CSN5 knock-down in CRC cells
After having observed the pro-proliferative effect of CSN5 in dif-
ferent human CRC cell lines, we speculated that CSN5 may have a
broader role in CRC cell behavior. Therefore, we next studied a po-
tential effect of CSN5 on apoptotic cell death in the CRC cell line
HCT116. HCT116 cells, which have a wildtype p53 gene product,
were subjected to transfection with CSN5-speciﬁc or scrambled
(si)RNA and were treated with etoposide to induce apoptosis. To
evaluate apoptosis, the activity of caspase 3, an effector caspase
in the apoptotic cascade, was measured (Fig. 4). Surprisingly,
CSN5 knock-down caused a signiﬁcant reduction in caspase 3 activ-
ity after etoposide treatment compared to HCT116 cells transfec-
ted with scrambled RNA and treated with etoposide. Thus, it
appears that in CRC cells CSN5 can both promote cell proliferation
but also enhance apoptosis.
Together, these results underscore the importance of CSN5 and
presumably the CSN complex in CRC cell fate and CRC
pathogenesis.
4. Discussion
The COP9 signalosome subunit CSN5 has been shown to be
overexpressed in several tumor entities such as breast cancer,
hepatocellular carcinoma, lung adenocarcinoma, or pancreatic can-
cer [22,23,43–45], and numerous in vitro and in vivo studies have
indicated that the CSN promotes tumorigenic cellular properties
and functionally contributes to tumor development [21,27,46,47].
In the current study, we were interested in the possible role of
CSN5 and the CSN in CRC development. To begin to address this
question, we focused on a potential mechanistic contribution of
CSN5 to Wnt/b-catenin signaling. As we observed in SW480 CRC
cells that the reduction of CSN5 also led to signiﬁcantly reduced
CSN1 and CSN8 levels, we conclude that CSN5 also is critical for
the stability of the CSN complex in these cells.
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active pathway is the Wnt pathway with b-catenin as its key com-
ponent. Huang et al. [30] have studied a link between b-catenin
degradation and the CSN and have suggested that the CSN assists
in forming a b-catenin-degrading super-complex through deNED-
Dylation and simultaneous stabilization of APC by CSN-associated
USP15. This conclusion was based on experiments in which CSN1
was downregulated in HeLa cells by a siRNA approach. This led
to retarded b-catenin degradation, indicating that the CSN may
promote b-catenin degradation in these cells. We observed a
similar effect in SW480 CRC cells when we silenced CSN5, the
enzymatically active subunit of the CSN, in combination with
short-term CHX treatment, together indicating a functional role
of the CSN complex in b-catenin degradation processes also in
CRC cells. However, when we studied the effect of CSN5 reduction
on overall – ‘‘long-term’’ – b-catenin levels in HeLa and SW480
cells, we observed that CSN5 knock-down led to a clear-cut reduc-
tion in b-catenin levels as well as in the levels of its phosphorylated
form. Thus, the short-term pro-degradative effects of CSN5 on the
b-catenin protein appear to be overcompensated by CSN5-medi-
ated effects which result in a net elevation of b-catenin levels.
The mechanistic basis for this effect is intriguing but currently fully
unclear and will have to be the subject of future studies, with
counter-regulatory effects on alternative b-catenin degradation
pathways and regulation of b-catenin expression by CSN5 being
potential responsible processes. Along these lines, it should be
emphasized that there are certain mutations in the Wnt signaling
pathway itself harbored by the SW480 cells used in this study.
SW480 cells have a truncated APC (only the N-terminus is left),
so that the destruction complex as part of the canonical Wnt path-
way is strongly impaired in its capacity to initiate b-catenin degra-
dation. This could mean that CSN5 might not primarily inﬂuence
canonical b-catenin degradation in these cells, but might also have
an effect on an alternative b-catenin degradation pathway. Xiao
et al. described an APC-independent regulation of b-catenin degra-
dation involving retinoid X receptors (RXRs) [48]. It may be specu-
lated that the CSN has an impact on RXR-mediated b-catenin
degradation processes. In summary, it may be concluded from both
types of studies that the CSN promotes rapid b-catenin degradation
on the one hand, but could also be essential for long-term b-catenin
stability.
CSN5 is known to promote p27 degradation by accelerating its
transport from the nucleus to the cytoplasm [6,18]. Additionally in
some cancers, such as hepatocellular carcinoma [49] or pancreatic
adenocarcinoma [50], CSN5-overexpression correlates inversely
with p27 levels. However in CRC cells, we did not obtain hints sup-
porting this previously described link between CSN5 and p27, as
we did not observe any difference in p27 levels between CSN5-siR-
NA-treated cells and control cells. However, the experimental ap-
proach in the studies by Kouvaraki et al. and Berg et al. was
different, as it relied on CSN5-overexpression in pancreatic carci-
noma or hepatoma cells, which resulted in reduced p27 levels.
Tomoda et al. reduced CSN5 levels by 20–30% in myelogenous leu-
kemia K562 cells and observed an accumulation of p27 [21]. By
comparison, we reduced CSN5 protein levels by up to 60-70% in
SW480 cells, but could not see any increase in p27 protein. Inter-
estingly, the levels of p27 were also consistently reduced in
CSN5del/del DN cells, a knock-out thymocyte variant in which
CSN5 was substantially reduced [9]. One obvious possible reason
for these differing observations could be tissue (cell type)-speciﬁc
differences, but also more detailed kinetic and pulse chase studies
may be warranted to explore this issue further. CSN5 also binds to
p53 and promotes its nuclear export and subsequent Mdm2-med-
iated degradation [19,28,29]. Thus, under physiological conditions
CSN5 contributes to keep p53 levels low. In cancer cells, CSN5-
overexpression would further promote low p53 levels and thuspromote tumorigenesis. Inversely, reduced CSN5 levels should be
associated with elevated p53 levels. We observed reduced p53 lev-
els when CSN5 was silenced in SW480 cells, but this supposed dis-
crepancy may be at least partly explained by the several mutations
that the p53 gene carries in this cell line, and which prevent p53
regulation. Additionally, CSN5 is only one of several regulators of
p53 in cells. Intracellular MIF interacts with CSN5, and MIF antag-
onizes critical CSN5-dependent pathways [51], but our data in
SW480 cells suggest that CSN5 is not essential for MIF stability
in CRC cells. MIF is overexpressed in several tumor entities and is
seen as a tumor promoter. The regulation of MIF levels might play
an essential role also in colorectal tumorigenesis as already sug-
gested by Wilson et al. [52]. Yet, the mechanism(s) responsible
for stabilizing the MIF protein and those promoting MIF degrada-
tion are unknown. Interestingly, recently Schulz et al. identiﬁed
HSP90 chaperone as a key mediator of MIF accumulation in certain
cancer cells [53]. However, it remains to be elucidated if HSP90
also plays a role for MIF stability in SW480 cells.
Denti et al. reduced CSN5 in HEK293T cells and Fukumoto et al.
performed CSN5 knock-down experiments in pancreatic cancer cell
lines. Both groups observed impaired proliferation rates [27,54]. In
accordance with these ﬁndings, we determined impaired prolifer-
ation rates in several CRC cell lines after CSN5 knock-down. The
Wnt signaling pathway and thus b-catenin stabilization is known
to be involved in stem cell proliferation and cancer development
[55]. Our data in HeLa and SW480 cells suggest that CSN5/CSN
leads to an overall elevation of b-catenin levels and the observed
partial rescue of the b-catenin-knock-down-elicited reduction of
CRC proliferation by CSN5 overexpression offers an initial func-
tional link between regulation of b-catenin levels by CSN5 and
CRC cell proliferation. Pro-proliferative effects of tumor-promoting
proteins often, but not necessarily, correlate with anti-apoptotic
activities. For example, oncoproteins such as c-Myc show both
pro-proliferative and pro-apoptotic effects. c-Myc-deﬁcient intesti-
nal cells proliferate slower than wild-type cells [56], but c-Myc also
sensitizes cells to apoptotic triggers by augmenting the death
receptor pathway and priming the mitochondria to release cyto-
chrome c [57,58]. Our experiments support the notion that CSN5
has a pro-apoptotic effect in CRC cells. However, this conclusion
is based on experiments performed in HCT116 CRC cells; thus fu-
ture experiments will need to be extended to other CRC cell lines.
In summary, in the current study we have gathered evidence
that the reduction of CSN5 levels in model and CRC cells lead to
a signiﬁcant reduction of (phospho-)b-catenin levels, indicating
that CSN5 is likely critical for the regulation of b-catenin levels
and the associated Wnt signaling. This is paralleled by a pro-prolif-
erative and pro-apoptotic role of CSN5/JAB1 in CRC cells. Although
our study naturally has a number of limitations that are inherent to
in vitro studies relying on experimentally manipulated cell lines,
they point to an important role of CSN5 and possibly the CSN com-
plex in CRC tumorigenesis.Acknowledgements
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